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Prodn. of NAD (P) dependent cholesterol dehydrogenase (NAD(P)-CDH) 
comprises cultivating a microorganism of Nocardia (specific: Nocardia 
sp.No.Ch 2-1, FERM-P 6217), Alcaligenes (Ale. sp .No. 4 , FERM-P 6216) or 
Proteus (Proteus vulgaris I AM 1025) which grows under aerobic 
conditions, and recovering NAD(P)-CDH from the culture broth. 

The microorganism may be incubated in a medium contg. nitrogen 
source (peptone, yeast extract, (NH4)^2S04), carbon source (glucose, 
glycerol) and mineral. Addn. of cholesterol to the medium increases the 
yield of NAD(P)-CDH. In recovering NAD(P)-CDH, the cultured broth or 
organism extract is treated by salting-out or pptn. with Me2CO and 
EtOH. The resulting crude enzyme may be purified by ion-exchange 
chromatography or molecular sieve chromatography. 

NAD(P)-CDH is useful as a reagent used in quantitative analysis of 
cholesterol. .For example, the reagent consists of 0.1-10 unit 
DAD(P)-CDH, 10-100 mM NAD(P), less than 1.0% Triton 100, and 0.1-10 
unit cholesterol esterase. 
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Nocardia Alcaligenes or Proteus microorganism aerobically and 

recovering prod. 

AB : J58089183 Prodn. of NAD(P) dependent cholest « r ^^ e ^ d N °?^dia 
(NAD(P)-CDH) comprises cultivating a microorganism of Nocardia 
specif ic7 Nocardia sp.No.Ch 2-1, FERM-P 6217), Alcaligenes J 
it u« a FPRM-P 6216) or Proteus (Proteus vulgaris I AM 1025) wnicn/ 
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NAlt^J-S^-In^coeering NAD(P)-CDH, the c^-g^ 0 *^^ 
SZr-Jr-t \* treated bv salting-out or pptn. with Me2CO and Eton, ine 
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- NAD(P)-CDH is useful as a reagent used in fff^ 1 ^.^ 18 ° f 
cholesterol For example, the reagent consists of 0.1-1O unit 
^S)-cra,'lo!IoO mM NAD(P) , less than 1-0% Triton 100, and 0.1-10 
unit cholesterol esterase. 
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